sirA-gfp fusions and sirA mutants
In order to place derivatives of sirA into the B. subtilis chromosome at its endogenous locus a specialized vector was designed that allowed integration by double cross-over. In brief, sirA was fused to 3' end of the gfp in pSG1729 (linker: PYKKMSRLRIHGPPLE) so that the fusion replaced the 5' fragment of amyE (Lewis & Marston, 1999) . The xylose inducible promoter was replaced by the region upstream of sirA containing both the promoter and ribosome binding site. Finally, a 3' fragment of tkt was integrated upstream of the spectinomycin cassette (replacing the 3' fragment of amyE) to allow for selection of double cross-over recombination events (pHM349). sirA mutants were amplified from expression vectors using PCR and cloned into pHM349 replacing the wild-type gene.
Overexpression of SirA proteins
To overexpress wild-type and mutant SirA in B. subtilis, sirA genes were integrated into the amyE locus by double-crossover and placed under the control of an IPTG promoter using pDR111 exactly as previously described (Wagner et al. 2009 DI and SirA were grown and total cell fractions were prepared from uninduced (U) and induced (I) cell pellets. Soluble cell lysates were prepared (S) and loaded onto a Ni-NTA column. High imidazole eluate (E) fractions were collected for analysis. Lanes 1, 14, 19 and 24 contain molecular weight markers. Uninduced (U), Induced (I), Soluble (S) and Eluate (E) fractions were loaded for the wild type proteins in Lanes 2-5, and for wild type DnaA DI produced together with SirA mutants as follows; SirA(F14A) in Lanes 6-9: 
